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[5**, Rf±. £UR&4~3 OOitll^X^^OMm^tLTv^T^ iv^y 



ttliE#2 003-31 1 1765 



#11 2003-021047 



^-v: 2/ 



Mb 2 ] 




[0 0 0 1] 
[0 0 0 2] 

7*°h-v* (apoptosis) t±> Kerr^t^Wyl l ie^fc J: o T^Pg £ tL^:4IW 

%mmK<o&mximiS:x*> »> (#N#it«is^2#Bs) , ^.^^fffi^^a 

HCT-fHy^li, »$M44M*«*if.f, l£Mif, AIDS 

mm) o 

[0 0 0 3] 
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[0 0 0 4] 
[0 0 0 5] 

* ^ifjUJ £ *l£ # < (OllgifOIl t & o X < & o 
[0 0 0 6] 

MffM&btlX^fZo 
[0 0 0 7] 

max* , mm^mmizm&Lxfc^&mmtm h tix^ 
zftmzm^Lx^&zttfwbfrtz^x^Zo ztit><Dfe&tLxi±, mm 
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4/ 



tSl^^i^ 1 )^/ • *n hsf?— 5 (Erwinia carotovora) 7kVfJBkffe&&L 
m&<r)femmX~h&mWiM (Pseudomonas aeruginosa) K&tfkfflfeft&'&WM 
^fe, MXfT ^OA'^f 'J *^ A • J-jljI y t yi>^ (Agrobacterium tumefacien 
s) ji^ttft^T i K<7)*A^^»btLTV^ 0 
[0 0 0 8] 

[0 0 0 9] 

I^Mvfcltt 1 ] 

Br. J. Cancer 26, 239-257, 1972 

J. Pathol. Ill, 85-94, 1973 
[»TO3] 

Science 154, 605-612, 1966 

Rev. Cell. Biol. 7, 663-698, 1991 

itmvtxM 5 ] 

Lancet 341, 1251-1254, 1993 
[0 0 10] 

[ftm&m&:L£o t-t&mm] 
ffl * r # h - v 7 m mm £ im -t & - 1 x & & 0 

[0 0 1 1 ] 
[0 0 12] 
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(i) &i : 



[ft 3] 




(0 



O 



(2) Rri*\ 3^C:**ygfe&^-r*£UR&4-3 0 OS^RXfi^&jKOT v 

(1) tCfE«cC0Akt[S«J o 

(3) (1) Xt± (2) tz«EttOAktffl«#JS:*tp, T*° h - v*|§i*£iJo 

(4) : 
[it 4] 




(I) 



o 
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ess*, R(i, (i) tmm^$>&) 
ztiz fc^ty % ft v » r , mm iz a it & r *° h - -> * * s§#-r & & Q 

[0 0 13] 

Kb 5] 



[0 0 14] 

5£lK:i3»t&, Rti, #titiU~3 0, 0* L< fi 8 ~ 2 0, «t L< ti 

10-1 4 0EM^X(i^^ttm$tLTV^-C^ iHTi^Hfe-eafefK SSI* 

fl&f5MTv;u», Rvsmzx^vmz^zfkmmffiMTi/frmtmz lv> 0 

[0 0 15] 

*5 9 ; 4 3-* j -T j <i 3-^ ^yyfy^^ 

^y-T;i/^ ^n-oi/^ 3-t + yKf*y^JVi, Mf^y^^i, 3-* 




(I) 
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* v mj f** y y t h?f*yY 3-* + vt h7 r-*^ y y ^ 
y ? t-*tj y y z-**v<y 9 Tii ; 4 b4fr&, 

h>f;i/|£ % ^-/^ y >r 3-^-^r v^"f9 Tii s y ;i^> xtrn^ 
;ugk, 34^yxt7o^n, y -t-xtj y y 3-t^v/tf'*y^^i 

f'J73>^^ <'JXM 3-* * V * 'J y. b >f tffcf^W-Ky 

[0016] 

L-*^E -b > 9 y h >> N-(3-£ Kn# y/f U ;u)-L-**-fe 'J>77F >\ N- 

y v r-f- ^-L-^^e-t vj y 9 y h > , n-^u ;u-L-*^--t > 9 y by, n-(3 

-t + V^l/'J ;V)-L-*^E-t 'J y 7^ by, N-^VAU'JM-^t-t'JV?^ h 
y, N-(3-t^V y y/^'J ;i/)-L-*^-fc U > 7^ h y, N-tf^n^ ;v_L-*^e-fe 

'j>7 7 by, N-A^ty^fM-t^^'j >77 h y, N-(3-;t * v^-9-y y 
^-L-t^et'jy^y by. N-^yy y y ^-L-^-^-b 1 ; y^y n-(3-** 
y^^y^f^-L-wj y^y h y, n-*9 9 s y ;u-L-*^-b'j b 
y, N-(3-**yt^ y y y ^-L-^^-tv y^y h y, N-yty^w-t^et 
'jy77fy, N-(3-t+yyfy^^)-L-*^-t'j y^y h y. N-f^y^fJV- 
L-wj>7^fy, N-(3-t ^ y f'7j y Y -b 'J > 7 7 f > , N--7 
>Tii y y ;i/-L-^^e-b'; >77 h n- (3-^- ^ y ■> > r * y Y -L-t^e-fe 'J 
>7M>, N-77D/fM-*^-b'jy77fy, N-(3-*4rV Ff* y y 
L-^^e-t >7 y h y, n- h u 7* y Y ^-L-t^-t v y 7 ^ h n-(3-**v 
h >; f^y^f^-L-^^-b'j >7y by. n-t- b^f^y^f^-L-tt^'j >7 
yhy, n- (3-* 4 y r b 7 f * y Y ^) -L-* ^ -b V y 7 y h y , n-^>?t-*tj 
y ><• ;i/_L-*^e-t: 'j y 7 y N-(3-^" + y^y 9 Tii y y ;w)-L-^ j t-t u >7 
y h y, n-/*;i^ h y ;u-L-*^-t y 9 y hy. N-(3-t^y^°;K hY^)-L- 
^-t'jy^^fy, n-a7°> f7j y y ^-L-t^-t 'j y 7 y f y , n-(3-**v 
^y^f^y^f^-L-^^^'j y-^y by, N-yfTD-fM-tt-t'j y^y 
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N-(3-t^VXf7o^ ;i/)-L-*-t-fcU ^7? Y N-y -7^77 y y ;U-L- 

*t-t'j>7n>, N- (3- 1 v y t f * / ^) -L-* -t >j > 7 ^ f > , N- 
y y y ^-L-^-t'j >^y b >, N-(3-;*^yy y ;W-L-*^e-b »; > 

N-h «J 73>^^fJV-L-WJ >7^ N-(3-:**V 
> y y A )U)-L-**:-k 'J >7^ N-5 'jy by ;U-L-*^E-b'J b N 

-(3-** v ^ y b y M-L-*^-t <; y ^ y b >&LKN-iy;i^y ^-L-^^e-t >; 

[0 0 171 

y y ;i/)-L-^^e-t'; >^y h N-(3-^y Kf^y y ^-L^^e-tr'; 

h >, N-(3-^-^y b vtjj y y ;iy)-L-*-=e-fc'j y^y b lygttfMs-:** v-r h 

^Tii / y ^-L-^-t-b'j >7^f >tW£ Lv^o 
[0 0 18] 

l>C:^ J t^o T vMb^-^-t'; >^y h 0!)£f£\ Chhabra, S 

. R. , P. Stead, N. J. Bainton, G. P. C. Salmond, G. S. A. B. Stewart, P. 
Williams, and B. W. Bycroft, J. Antibiot., 46, 441-454, 1993, Zhang, L. 
, P. J. Murphy, A. Kerr, and M. E. Tate, Nature, 362, 446-448, 1993, Scha 
efer A.L. , B. L. Hanzelka, A. Eberhard, and E. P. Greenberg, J. Bacterio 
1., 178, 2897-2901, 1996, Gao, J. G. and E. A. Meighen. J. Bacterid., 1 
75, 3856-3862, 1993& <hlCfett£ tltz?j&K <£ o X&WLX £ Z>o 
[0 0 19] 

[0 0 2 0] 
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<!: £JLi±l Lfz 0 
[0 0 2 1 ] 

^BJH&^-C, Aktli, PI3K (*X7 7fy'H 7 K3-0H^r^-Mf) O 

TvrL-e^mt-r ^-tUV/M-^-V^^- - -If -C* *) . PI3K-Aktij£i8fi, v 

-v^£IM1-&r£14£^rl-&££: t*§?nt^-5 (#^2002-528390) 0 
[0 0 2 2] 

h-v*o^J8U±, *HUi&&<a&&#»£. flUfe^oWfmi:, «Bte^»«W«^© 
[0 0 2 3] 

DNA*£^14^rfe5?tT ^ y^?>X>f ^ K (^^h 33342, 33582$. (7333258 & 

NA^ifflj&ffc^WK^tii^&TUNEL (terminal deoxynucleotidyl transferase-med 
iated dUTP-biotin nick end labeling) ttfzglfbtl&o 
[0 0 2 4] 
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[0 0 2 5] 
[0 0 2 6] 

kt * i£ t3tft1- a W K o feffl * ffiWf z> mm , Akt -@tMb^ K £ * ^£>J & 

[0 0 2 7] 

lOTyMt't^-b'jy?^ h >S£ft<^t>-£T^fflT&- tizX *) > Akt^ 
[0 0 2 8] 

^:|§0^ a) r v Mb* -t -b > 9 * h >IS £ t -f h T *° h - > * 

MWL Sit. «f, m. WML JFFHSL JMBsiJ^ f bu:£J&> «L ISfli 
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[0 0 2 9] 

ft flnifi. T > * - * A 4a, r < > <7)# Jpla^ * W £ d t **t? £ £ #\ >tJlt L £ 
[0 0 3 0] 

, s&sy. mm. ®.mmm, ijy't^m^t^nmm. iMt^j 
m^mnu ^.mw&^mmnm^m^fhm> 0 mmit^m^t^ m^<Dmm 

[0 0 3 1 ] 

m^m, z h^>&m^fccxmitffiik%L &&m. mmm, wrm, m&m, m 
%m$m*£*i}\\z.tz^ ismzxvmm, mnm, mm>L mm, ®.mmm, 

[0 0 3 2] 

n-y; N T^lfT^A, h^#>K -fc?^>, v^^yy-. h Kn^y^Dh 1 
jl/^f^Hr^o-x, t: Kn^f- v7°n fcf ;i/-t;l/n -x. 'j tf — ;p tin 'j F> N 
,if v 7°n tf p y ^ 'J n - )V • sjf ^- yxf V y • fu y ? # i; v-. y: < 
raiiLtlt 0!lx.«». *yc, -tf7^->*. ^-fc^D-y^ 
^m^^v^A, MmTK*^- h 'J -y A. ^xyi^k/W, -r^y; h 'J >\ ^ 

tfy- ^ y- . *° -x^- Is y if r? - ;k «fe^J tLtti 
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[0 0 3 3] 

ttz*mx.x, nt£K± vmMt-t&a 

[0 0 3 4] 
[0 0 3 5] 

mfhft. zbiz&m^fcc, pHisu, mtVj±#L ^-u-vm. mmmm 

[0 0 3 6] 

£ *3 tt * T # h - ~> * e>&%}J&frX* T v ;Wfc * -=E -b 'j > 9 * 

iAl B&£«9 1 ,«g~lg-C&i9, »i L< (±10^g~200mgT:^i9, 
4HL< (±20 /1 g~20mg-C& * 0 
[0 0 3 7] 
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[0 0 3 8] 

[mmm\ 

[0 0 3 9] 

iM*Cffl^/:^7 ^c&^-f -y^mm (DMEM) , ^ vfl&iEJfiirS (FCS 
) , i-M7<7i (NEAA) , ^yVy/^M/^hv^yV (P/S) (iSIGMA 
tt^^IAL/: 0 N-7v^-L-WJ>7^h> (AHL) «i:Ltfflv^:y 
^fi^i^tJry K (DMSO) t±f D^^llif^#tt<7) & o'^ mmttzo 
•fe'ia^J PD98059. SB203580(±CALBI0CHEMtt^ ^1AL/: C i'W^I© 
5e*Kti* PIERCEttOBCA Protein Assay Reagent £ ffiffi L£ 0 J3ft#fco\,*T»± 
J^TcO^ttco^O^^ffl Lfc 0 tft-'J >$Hfc-Akt(Ser473) J5vf$, f/C-CleavedMca 
spase-3 j5t#, #t-CleavedMcaspase-9 (D330) tfrffc, Jft-CleavedMPARP (D214 
) m*. HRP^i&ft-^^IgG^tiCell Signal ingtto HRP&l&tft-v^IgGtft 
#(±SANTA CRUZ BI0TECHN0L0GYtt o a V >^#(Ab-l) (iCALBIOCHEM 

tto 

[0 0 4 0] 

(i) CaCo-2*fflJfeui3^t&TvMt*■ : e-t , ; >^y- h >jW»u i -SAktrSteo^ 
ft 

t h^cBi^S^^^-y --7 lffll&^CaCo-2(i American Type Culture Collection ( 
ATCC) X 0 iAt, 10% FCS, 1% NEAA, 1% P/S (100 units/ml ^y'J >\ 100 
jug/ml XH//h7^y>) £#tfDMEMff:lfc£ffi^T37t\ 5« C02^ETt^ 
St L /io 

[0 0 4 1 ] 

6cm fV'r/a (NUNCtt) £ffiv^T, 1 T 4 y v a. ^ £ <9 CaCo-2*fflJfe * 6 X 10$ 
ISi, V >&®3Hfc&&7k (PBS) (-) -QimW&k. 1% NEM£^tfMnfD 

mm^^mm^m'Ltzo -e-ot, ^atjtioo^M-e^-fc'j >^y- h >^aua 
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t2>&mm<D4oofeiz%z> i dmsoizmmL, y^)^^-mm (^o.22^m) £1t 
^fzkozmmLtzo tmtLxmmmo.25 xmmoz&mLfzo ttz, ram 

[0 0 4 2] 

m&&. ra?m (-) -e2inr5fe^u. -sor-r^^^^o 7K±-e«^i4fiiL. 

•^f/siy ^ 7 _(5o mM HEPES. pH7.5. 50 mM NaCk ImM EDTA. 1.5 mM MgCl 2 . 1 
% Triton X-100. 10% ^y-fcU 10 mM fcTni; h 'J >>A, ImM Na3V0 4 . 

100 mM NaF. ImM PMSF. 10/ug/ml 7^nfi>, lO^g/ml n ^y^f- >) £200 

^14000 rpnu 4 °C ^155^1 <l>55*St U ±vfr£II]tR L£ 0 ®WLtz9 %<D 
SftJ8:£«!J5eU 50/*gffl^£SDS-PAGEK'BfcL£o ^Hj^PVDF^ '/yi/>i:7*n-y 
h Lfc„ U >^bAkt*«iJ^-r*^f±. 0.1% Tween 20 (TBS-T) £^tf5% 
A < ;l/ ? /Tr i sjftW-ft^&ic-e r ny4r>^«rfx^, l^ft K % ti^ti, *rt- V 
>$HL-Akt (Ser437) 2^feL#^(iHRPlI^jL-^^^lgG^#^ffiv^^ 0 
flWHTffflL^a-fa-r'JXi, yUy^>V^5% ? VjfiLfjt T^T* 
S > (BSA) /TBS-TT^fv^ l&tfctttttfc- a -To. - :/ U > (Ab-1) > 2^#l#K 
fiHRP^ISj^-^^XIgGtit^^fflv^/io K^lfcfflKtiRenaissance™ Western 
Blot Chemi luminescence 255861 Reagent Plus (NENtt) Western Blotti 

ng Luminol Reagent (SANTA CRUZ BIOTECHNOLOGY^) £l£fflL£ 0 It^^EI 1 K 
^"To tete&TX-WRIr&mtpfcjs^r, HSL(i*^-fe'; >^ ? h >&mia£> C 
4-HSLiiN-7^'J ;V-L-**-fc V >^ h 3-oxo-C6-HSL(iN-(3-^-^r V ^^r 
-r^-L-^-b'j y? 9 3-oxo-Ci2-HSUiN-(3-*4r v K-r^ / ;v 

)-L-^^-t'; >^ ^^t^o 

[0 0 4 3] 

CaCo-2M4Cj3^TAkt(±aiitU >$Ht (r£13Mfc) ZtifzVm^&Z-fiK N-(3- 
t ^ V Kf ^ y ^ ;u)-L-*^ -b 'J > 7 ^ h y*ifcmLtzW;'£<Ofr, Akt<OV>& 
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[0 0 4 4] 

(2) CaCo-2«Bliaci3tt*N-(3-3j-^rV Kf'* y >f ^-L-^-t-k 'J > 7 ^ b >jM 

fcM&OjuM (0.25% DMSO) , l^M, 10 juto, 30 /u M, 100^M<7)N-(3 

tJiWi. (1) t^t:LT, Aktffitt*^x^^>/ny hn± 
OflWfLfc (02) o 
[0 0 4 5] 

H2 K<7>5£jg£LAS-1000K«fc iHUt L^^Sria 3 lC^i" 0 10 

yuMm±<7>flgjg-eAkt<7)'; ^BMfcl^Jl/a^ntKSt^Lfco lOyuM, 30,uM, 100//M 
T(i-en-e^4tflJ^[Bt<7)79%. 31%, l4%K£-Cigt£7fr s 1&TL*:o 
[0 0 4 6] 

m±^f> N CaCo-2ltt-e(±, TyMt^^-t'J h >10^MJUJL±-C, AktO 

©tt^Tift K IfiS £ *l * c: ^ h t> 1 & o fz o 
[0 0 4 7] 

(3) CaCo-2«BJ3&tcj3tt*N-(3-^4rV K7*/'fA')-L-* ; E-fc , J>5^ h >JW 

^8ftJg30^MS.U f 100/iM<7)N-(3-^^rV Kf* J A )ls)-L-**~t 'j 

> 7 ? v >%mua u -eti-rttT vMt*** > 9 * h > k «t & j|njtti$n £0 

, 5, 10, 30, 60^Oti/^^fA3-x (EI 4) , 0, 1055", 6055\ 2B$|BK 4B#Fb1 

, 6mm. smm. lommo^rj a 3-* (as) -eflo^fi, (1) tiwi 

LT> ^x^^7'o y h i OAktStefcilBjELfco 30//M$iJMBf<7)AktO 
«M*(i5^^kf-^^60^^-e^L, 2B# r B ^M^^^t:Io tz 0 —ft, 

[0 0 4 8] 
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7*?tfl { gPiJ£.MmW (PEC) 10% FCS, 1% NEAA. 1% P/S (100 units/ml ^ 
100//g/ral XM/7°f-?>fy>) ^^-tfDMEM^J&^ffli/^TSyC. 5% C 

[0 0 4 9] 

6cm r-V -7->^ (NUNCtt) ^ffi^T, 1 v v a. ^ £ *9 PEC»£6X 10 5 ^ 
V ^UttflKb&ffiTk (PBS) (-) -C2EIi5fei#^> 1% NEAA^-g-tfiEjflLttDMEM 

iSJtii-e240#^^«L/co -e^ti, ^iftj^ioo^M-e^^-tr'; h>ia^ia, N- 

7'f j;WL-*^-b'J >^ h N-(3-*^ VA+fy ;i/)-L-**-fc V > 9 ^ 
N-(3-**V Kr**y >f ^)-L-**-b U >^ h > tl*?timja L . 10 
53-WRlD$-fr/wo (1) fcRfllK, ^x^^vrnyfO^Cii), 7vMt 
*^-b'j>^y~ h >^^EC«^i3tt^Akt<7)^14^-^x:^f^^p^7t:o It* 
£®6 iz^-t 0 

[0 0 5 01 

^x^^vrny-f'f >^fi*^f>, N-(3-**v h'-Tijy>( ^)-L-*^e-b 
[0 0 5 1 ] 
[0 0 5 2] 

^jfeM2 Trypan blue&fr.H J: g>££M^M 

3.5cm -rV (NUNCtt) CaCo-2*fflJfe£2X 10 5 1B£#. PBS (-) "C20 

«fe^-m> 1% NEAA*^-tr4ijflLvfDMEM^-e24B#p B 1^#L^o [j&iftJSl- 
100^M<7)N-(3-^^rV Kr**y ;V)-L-*^e-fe h >^I])DU 12B#W*g 

*Lfc 0 «t LTO.25% DMSOSr^fflLfCo -€-<^ ±7#£O f h U "/v >-EDTA 
(TE) "Ct-V y>jL^^f|*«L)tjWIJfe*, MS, 800 rpmT?553'W3£'M&> -Htfc 
MBfci, 200// KDWEmzX^imLfzo 7 *>50// ^y^- 3---f\<Zt *) „ 
^fiOTrypan Mue^&SrJnx., ffllfl&»4rJlll3*W-ffll«Crfll3c L£ 0 i^il 
, i|iJ^^t1-^^«mt^ttm<7)^ft^200l@m±i: L/Co 
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[0 0 5 31 

N-(3-t + y K-f a y -y ^-L-^-fc >; > 9 * h >9kBEti&fttiK£&!$<Dttti 

^ftTW^nto 10//M, 30^M, 100,«M<7>N-(3-;i-*V Kf*y ;v)-L-* 
-t-fe'; b >KJ: «9, ^^^ti^tL90%, 55%, 51%K$Ti£TL£ (EI 

-7 * * * > 7D 7 h fi?^C:i3^TAkt®M#^30 ^ Mffif^T'^^C^ <b tifc d t 
t i> — Sti" & o £ fcfcNBX tft). 25% DMS0^lHlB#tf>£#3£(± <h £ (C94X"C* <9 , 1 /i 
M N-(3-t^rV Kf* 7 >f ;W)-L-*^-t "J>7^ h >$lJ^B#(0^^^94 

[0 0 5 4] 

^Ml 3 Hoechst33342j£rfe izX2>? E^±>MMnMM t T M V ~ zMil 
2 -ell^ $ tL7^CaCo-2<7)#ffl^?E^T # h-v*X(i*?n-v*-e&& 
^*fiJ^1-^< > ^n-7^>^<7)m7l£'fe*Hoechst33342^fflv^T^^^^fl £ 

[0 0 5 5] 

a. 7 -Y F (Collagen I cell ware biocoat Becton Dickson) (c N 
CaCo-2«^2xio4j@f £ N PBS (-) X2®m&ik, 1% NEM£^tfteifiLViDMEM*g 
%t?24Bf r^^« t/co - Kr'* y ;w**-fc 'J > y 5 \ > *&ifk& (l 

~100^M) HTv&Ll2Bf Pflig#t£, *HJfe£4% A7*)W7^ft K-3% ^ 
n-x/PBSKTH^U 3bfrfefS^^ h33342£ffiv>T^ n-7?->%fe£fir v> 
, ®jfeJR«»T"C|l*t^o f&^400f&KT5m»£7>^A&Cill>\ T^b-v 
^jBBIfefciElirjfflflaSrW-^ 7*°F-y^»#J^^fttiL, i*i£n=l<!: LT3 

[0 0 5 6] 

N-(3-^-4rV K >f ;i/)-I^**-fc'J h >10//M^±OiftJS"C, ^nv 

f-^^trfei Lf:7*' h- v^lfflia^ll^^ tL7tz 0 L0. 25% DMS0, 1//MN 

(is) o ?u~?3->mmtmmzfctzT# v-^xmrnmimzx 19 T#b- 
v * (7)te* fir o /i^m * in 9 k TF-to ^mmmzM-r %> r # v - Motu 
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18/ 



10/<M, 30//M. 100//MON-(3-^^rV K-r^y ^^)-L-^^-t'J h 
>-e^-tL-etLl5%, 39%, 50%T^>-o7t:o ^<r)m$£M\%.T^t & — £fct-£o Lfc 
^ot, N-(3-^^rV Kx^y ^ ;iO-L-*^-b U >^ h > =fc &CaCo-2<7>« 
?E(i 7 *° h - v .X Ci & & O t ^IJ^ $ fitz Q 
[0 0 5 71 

ggfls.ffll 4 DNAIff CJ:-57^h-y^ OMR 

H»J 2 -ellfl $ *L£CaCo-2<7)*mm?E^7 * h - v^X»± * ? n - * 
^£^1-&£a6<7)SiJ££ Lt, DNAOSfrMfc^ffHffi L£ 0 
[0 0 5 8] 

CaCo-2«£5X10fy@/15 cm r'-r (NUNCtt) PBS (-) ^20^ 

1% NEAA^^tritjflLvfDMEMJ#^T24P$rB^#*L, N-(3-^^rV Kr'*y>f;i/ 
)-L-t^-b'J>7^ h ^*l^M~100^MO^ST^n^l2Bt^*L/;o 

±/tS.O f TET-T-V * va.^^pJ^L^*fflfl&^, m : im, 800 rpmT5^Pflm^L 
> iffrfc^Offc^fco *ffljfe£300 ju 1<D?BS (-) -CJRiB L#ft4t:, 2500 rpmT'5 
frffl&L>LX±.m*WL , Q^fZo mMZmmmffi^y y r- [10 mM Tris-HCl ( 
pH 7.4). 10 mM EDTA (pH 8.0), 0.5% Triton X-100] 300 /< l^iitUIifS 
*±triO^Sv>TDNABfM-SrWiajL^o -*t£4°C, UOOOrpnfC, lO^iS 
'6 L, ±ftHRNase A^tJPx.. 37t:T"lB#^fig Lfc„ £ ^ K^n-r-f -tfK* 
flDx., 50 < C-C30#FMfiL£ o DNAWrJtflbffiffc£ *-9 J ->W£iBK X oTfiftii L 
, 2%T^rn-^^;v-em^;^ilj^^f o7to y>^xfy^Atn5 K-e^fe^. 
\JVh7>XJ )V<*-9- T^DNAWrtf-ffc fc&ffi L fc 0 
[0 0 5 9] 

^tL-TtLO^M. 1//M, 10// 30// 100//M^)N-(3-^-^rV Kf*/ >f;W-L- 
*^*'j>7^ h >^T"ei2B#F B ^ig#LrcCaCo-2|ffl^HioV^T, DNA^ 9~— ~*k 

mmLtztz^^ 30 /*}^±<DmB.Kx ? y-timmztitz (mio) 0 

[0 0 6 0] 

^fcfl!l5 caspaseflrtfcDffllS? 

caspase (caspase-3, caspase-9) , PARP (poly-ADP ribose polymerase) <D 
^14 £ . V 3-^9 y-fuy \ mffiK «t <9 fet-fSttS (ClavedM) caspasefevftt" & 
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^-v: 19/ 



t> *> „ #l-C 1 eavedMcaspase-3#L# . trt-C 1 eavedMcaspase-9t/t# (D330) „ 1 e 
avedMPARP (D214) £-e-*L-P*iJflv>T, 1 ^ I^J^ft^iHiJ^ U 

[0 0 6 1 ] 

it* L7tCaCo-2»H, ^?tS30^M, 100^ MON-(3-^- ^ V y -f ^)-L- 

*^-t'j>^ h >^^tL^ttv&L, ««fw^o«fm, m#iak 2mm. mm. 

6mm, mm, lOSWf^cOcaspase-3, caspase-9, PARP-^14 £ V ^ ^ * > 7* 
o -> M:i (9f5?#fL£ 0 IS^r^Hll 1 ^^1"o 30//M-C(£?£14Mcaspase-3{±$iJi!fc 
lB^f^'blttti^tU ^<OrStt^4^^i-e*#H9cL^<7)H^L, 100^M-C(i-/S14 
^lJM6B#rBl^^^-^t3LT10B#P^it:-^L7to >7»^'J 
LTCleavedMcaspase-9, Cleaved§!PARP£$> tb Lfz a caspase-9?£14Ji30/i M$lJ 

»-c»±i, 2, 40#^-cist4« < , m%%i£&mmm t -ewm l tzmztt u 10 

0,« m im-em&^&tfSmm t L tz 0 CleavedSPARP^ LT & Cleaved 

Mcaspase-9 h O^lfc £ tj; L 0 
[0 0 6 2] 

•^ic. N-(3-t^v Kf'^y ;v)-L-^^e-t >^ h > twrn m^ELfc*. 

0. 1, 10, 30, 100^MO^-aS^Ttfv\ caspase, PARP^tt^iBlJ^ Lfz Q IH 1 
2(C^1"J:^H, 30 //M, 100//MOitS^i3V^r«7)^-CleavedMcaspase, Cleaved 
MPARP^ai £ n/io - o^fi r> ^ ^ ? y fu y Y MffiK X Z> AktfSMS^ 
^^IfiT^ T *° h - v ^fffl^m?|^30 MJil± t £jB - o >T i t i> — 

[0 0 6 3] 

[f&^O^*] 

m i ] 

CaCo-2#fflJ&j;£tt£DMS0, **-fc V > 9 * h yi&MM, N-^ V ;i/-L-**-b 
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[i2] 

CaCo-2^J&&:: j3tt£N-(3-** V Kr* 7 >f ;U)-L-*^-fc 'J > 9 * h >?*Jg^ 

#fiU ^Akt^tto^b £^-r0-c& * o 

[HI3] 

0 2<7)D >mtAkt<D'*> F<7>5JijR£LAS-1000K«fc 0 5e*. ^ffifbLfcig^Sr 
[04] 

CaCo-2»Ki3tt&N-(3-**V Kf** y )V)-L-^^-t U h >*!lifttc 

[0 5] 

CaCo-2«Ki3tt&N-(3-:**V Kt** ^ -f ;i/)-L-**-fc V h 
[0 6] 

+ V K-f*y>f ;i/)-L-**-fe'J h J:&Akt;fct£<7>i^^t£it1- 
0-?:•&&o 

[0 7] 

TvM^^-t'J >7^h >#4Tf: i3 lf&fflM£.ftm £ Trypan bluest; 
[08] 

TyMk't^-t >; >^ h >^T^i3tt^«^T* 0 ^Hoechst 33 

342Jfefe Ci -5 y n -7 ^ > "C*IJ te L "C h h Q 

[0 9] 

[0 10] 
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CaCo-2^ mmtttfT *° h - v * Xl± * * n - -> * & £ *l5&t Z> tz tb iz , 
DNAO »f>Ht £ M L tr £> £ o 
[mil] 

[mi 2] 
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[*$&] mm 
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[El 1 0] 
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30 # M 3-oxo-C12-HSL 



100//M 3-oxo-C12-HSL 



cleaved 12- 
caspase-3 



0 1 2 4 6 8 10 hr 0 2 4 6 8 10 hr 



cleaved W- 
caspasc-9 



cleaved 
PARP 
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i-y. 8/e 



[0 12] 



cleaved §^-caspase3 



cleaved ^-caspase9 



cleaved M-PARP 



pM 50 1/ iOM M 3 o^ M 1 oo^ M 
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#1R 2 0 0 3 - 0 2 1 0 4 7 ^- v : 1/E 

mm 

fern i~mm%Ttfh- -> * si £ ts« -r £ - t t? * & 0 
[ft 1 ] 
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#if 2003-021047 
ttl I A I I 11 i 



i . gem^M b 
ft £ 



[502104929] 
2002^ 3B25B 
3£*£UprO < tfTtT^* 4-10-3 104 

mt mm 



#K 2003-021047 

m m a m & m m 



MSU#^- [000004628] 

1. t!¥^B 2 0 0 0^1 2 60 
[fllft] 

flf *EJff:*:IK7fT + &l2:Elffi«4 Ti l# 1 ^ 

ft £ ft^:#ttH*ttiSE 



tBIE#^- £BIE#2 0 0 3 - 3 1 1 1 7 6 5 
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m m a m m m $k 



3/E 



ft £ 



[503039912] 
2003^ 

< (fflTlil^fi 2 4 

&m #3 



-32 



tbll*-^- miE#2 0 0 3 - 3 1 1 1 7 6 5 



